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Table 1: Effect of Wnt and BMP inhibition on Pax7 expression

Implanted beads coated with:	Number of embryos with reduced Pax7 expression 
BSA (control)	0 out of 13 embryos
Fz5 (Wnt inhibitor)	14 out of 21 embryos
Noggin ( BMP inhibitor	8 out of 10 embryos
Beads coated for 1 hr with 50ng/µl of BSA, Fz5 or Noggin were implanted in stages 3-4 embryos which were collected and immunostained for Pax7 expression after 8-12 hours of incubation. 










Supplemental Figure 1. Pax7 expression in medial epiblast explants fropom stage 3 embryos is independent of mesodermal and neural markers. Expression analysis of Pax7, mesodermal and neural markers in epiblast explants derived from a single stage 3 embryo and cultured in collagen gells for 10 hours. Expression of Pax7 is detected in medial epiblast explants alone (3,4). Mesodermal markers (Brachyury, and Slug which will only label neural crest cells after stage 8) are exclusively detected in the explant derived from the primitive streak (PS), while Sox2 is seen in the control stage 5 neural explant (Nst5) and in the stage 10 whole embryo (WE) but not in any of the the stage 3 explants. The comparison between the signals of S17 and Sox2 for the PN tissue from stage 3 and those of the proper neural tissue from stage 5 strongly suggest that the prospective neural tissue from stage 3 is unable to sustain proper neural development as it failed to reveal Sox2 expression. Instead the slightly older stage 5 proper neural tissue does generate a clear Sox2 signal.  Panel A, diagram of the  experimental design showing a scheme of a stage 3 embryo with a strip perpendicular to the primitive streak used to obtain the epiblast explants, and the origin of the presumptive neural tissue  (pN, top left) . The strip is magnified in the top center, indicating the corresponding position of the explants numbered from left to right as follows: Area Opaca Area Pelucida border (Ao/Ap), 1, 2, 3, 4, 5, 6 (primitve streak, PS). All of these tissues were cultured for 10 hours before isolating RNA and preparing cDNA.  The origin of the neural stage 5 tissue (80 µm2 explant, equivalent in size to the ones described above), Nst5,  is indicated on the top right diagram. Both the neural st 5 as well as a stage 10 whole embryo (WE) were directly processed for RNA isolation and cDNA preparation without being cultured. Each single explant or sample was processed independently to isolate RNA using Trizol and Qiagen Sensiscript reverse transcriptase was used to generate cDNA. Quiagen Multiplex PCR was performed with S17 as a control gene for each reaction. Top panels show the reaction for Pax7 (35 cycles), while the bottom panel shows the reaction for Slug, Brachyury, and Sox2 (31 cycles).  Six sets of tissues were processed and rendered very similar results.


Supplemental Figure 2. Expression of Pax3 and Pax7 in early mouse embryos. Immunohistochemestry of Pax3(green fluorescence, and arrowheads) and Pax7 (red fluorescence, and arrows) countersatained with DAPI (blue). a, Two sets of four transverse sections of E6.5 mouse embryos sectioned transversely from the ectoplacental cone towards the distal region of the embryonic pole. Nuclear Pax7 can be seen in several epiblast and ectodermal cells in these sections corresponding to the caudal half of the embryo. b, Sagittal section of a E6.5 embryo reveal some overlapping as well as distinct expression of Pax3 and Pax7. The left panel shows Pax7 (red), the middle panel shows Pax3 (green), and the right panel shows the merged image. b’ shows a higher magnification of the framed area in b, the merged image on the right, clearly shows overlapping as well as discrete distribution of Pax7 and Pax3. b” is a black and white higher magnification of b’, showing a cell that has nuclear Pax7 (red arrow, left panel) but lacks nuclear Pax3 (green arrow, right panel). c, Transverse sections of anterior, medial and posterior (top to bottom respectively) neural folds of  E7.5 mice embryos. Both genes are expressed in the most anterior neural folds, however medial and caudal neural folds, only display Pax7. 





